derived from the same blot membrane). Pgk1; loading control. Asterisks mark degradation products. Note that Nup1 (1-76) was the most highly expressed (also higher level of degradation product) and toxic AH construct.
Overexpressing the HR construct (Nup1 aa33-123) or full-length Nup1 was also highly toxic. Liposomes were prepared by extrusion through polycarbonate membranes of defined pore size. The heterogeneity of the sample is indicated by the polydispersity value. Consistent with (Nath, Dancourt et al. 2014) , the actual distribution of liposome sizes is narrower than the range of filter pore sizes.
Liposomes extruded through larger pores typically contain many smaller liposomes. (B) Growth analysis of the indicated strains reveals no major synthetic interaction between nup60∆ and pom34∆ at 30°C consistent with (Miao et al., 2006) . A mild synthetic effect is seen at 37°C. Cell density was normalized, and cells were spotted onto plates in 10-fold serial dilutions. Plates were incubated for 2-3 days at the indicated temperatures.
(E)

Supplemental Experimental Procedures
Electron microscopy
Yeast cells were mixed 1:1 with 8% BSA, pelleted, and immediately frozen in a Wohlwend HPF Compact 01 high-pressure freezer. Samples were subsequently transferred into a Leica EM AFS2 freeze substitution unit and substituted for 4 days in a medium of anhydrous acetone containing 2% osmium tetroxide, 0.25% uranyl acetate and alternatively 2% water (for better preservation of membrane structures). The substituted specimens were embedded in Agar 100 resin. Ultra-thin sections were cut at a nominal thickness of 70 nm and post-stained with 2% aqueous uranyl acetate followed by Reynold's lead citrate.
Recombinant protein expression and purification
Strep-tagged yeast Nup1 was affinity-purified with a 5 ml Strep-Tactin® 
TAP Purification and Mass Spectrometry
Tandem Affinity Purifications from yeast were performed according to a published procedure (Rigaut et al., 1999) . Cells were grown in selective SRC medium and induced with galactose for 4 hrs (see GAL induction). Mat a; his3∆1; leu2∆0; met15∆0; ura3∆0; This study kap120Δ his3∆1; leu2∆0; met15∆0; ura3∆0; This study kap142Δ his3∆1; leu2∆0; met15∆0; ura3∆0; This study kap114Δ his3∆1; leu2∆0; met15∆0; ura3∆0; This study NUP159-GFP Mat a; his3∆1; leu2∆0; met15∆0; ura3∆0; NUP159-GFP::HIS3MX6 (Huh, Falvo et al. 2003) POM152-GFP Mat a; his3∆1; leu2∆0; met15∆0; ura3∆0; POM152-GFP::HIS3MX6 (Huh, Falvo et al. 2003) POM34-GFP Mat a; his3∆1; leu2∆0; met15∆0; ura3∆0; POM34-GFP::HIS3MX6 (Huh, Falvo et al. 2003) NUP192-GFP Mat a; his3∆1; leu2∆0; met15∆0; ura3∆0; NUP192-GFP::HIS3MX6 (Huh, Falvo et al. 2003) NUP188-GFP Mat a; his3∆1; leu2∆0; met15∆0; ura3∆0; NUP188-GFP::HIS3MX6 (Huh, Falvo et al. 2003) NUP170-GFP Mat a; his3∆1; leu2∆0; met15∆0; ura3∆0; NUP170-GFP::HIS3MX6 (Huh, Falvo et al. 2003) NUP53-GFP Mat a; his3∆1; leu2∆0; met15∆0; ura3∆0; NUP53-GFP::HIS3MX6 (Huh, Falvo et al. 2003) NUP59-GFP Mat a; his3∆1; leu2∆0; met15∆0; ura3∆0; NUP59-GFP::HIS3MX6 (Huh, Falvo et al. 2003) NUP133-GFP Mat a; his3∆1; leu2∆0; met15∆0; ura3∆0; NUP133-GFP::HIS3MX6 (Huh, Falvo et al. 2003) NUP84-GFP Mat a; his3∆1; leu2∆0; met15∆0; ura3∆0; NUP84-GFP::HIS3MX6 (Huh, Falvo et al. 2003) NUP60-GFP Mat a; his3∆1; leu2∆0; met15∆0; ura3∆0; NUP60-GFP::HIS3MX6 
